ABSTRACT
or anti-rabbit IgG (GE Healthcare), using the enhanced chemiluminescence method (Millipore).
8
Fluorescent intensity measurements and confocal microscopy 9
Immunostained cell images were collected on a Zeiss LSM710 confocal laser scanning 10 microscope equipped with a 63x1.4 oil immersion numerical aperture plan Apochromat objective (Zeiss).
11
Images were acquired from optical slices of 1-2 μm thickness. Alexa488 immunofluorescence detection 12 involved excitation with a 488 nm argon laser, while in case of Alexa568 the 543 nm helium/neon laser 13 was applied. Emissions were collected using a 500-530 nm band-pass filter and Alexa488 and a 560 nm (Fig. 3A) . Interestingly, the expression of p22 phox mRNA in 19 the same cell types was unaffected by TGF-β1 (Fig. 3A) . Nox4-expressing cells, whereas the p22 phox content of the Nox4-expressing and parent cell line was 25 essentially the same (Fig. 3C, left panel) . In subsequent experiments, we compared the p22 phox expression 26 of wild-type and Nox4-deficient TTFs. As shown in Fig. 3D Fig. 6A shows that the FRB-
5
CFP labeled p22 phox localized to the ER, whereas the FKB12-YFP protein was cytosolic (Fig. 6B) . After 6 the addition of rapamycin the FKB12-YFP protein rapidly relocated to the ER indicating that the 7 dimerization event occurred on the cytosolic surface of the ER (Fig. 6D) . In other experiments, we 8 introduced the FRB-CFP tag to N-terminus of Nox4. This Nox construct also located to ER and following 9 the addition of rapamycin, the YFP-linked FKBP12 showed colocalization with Nox4 (Fig. 6H) 
24
It is noteworthy that we could not study the effect of p22 phox on Nox4 expression in TGF-β1-25 stimulated fibroblasts because we were unable to detect Nox4 at the protein level in these cells. When we 26 compared the p22 phox content of primary fibroblasts and neutrophil granulocytes, we observed a much 27 higher p22 phox content in neutrophils than in fibroblasts (Fig. S1 ). Since Nox proteins are supposed to form 28 a 1:1 complex with p22 phox , the p22 phox content of fibroblasts may limit the maximum of Nox4 expression. 
27
Translocation of FKBP12 domain upon heterodimerization with FRB in dermal fibroblasts.
28
The rapamycin-induced heterodimerization of the mammalian FRB domain with FK506 binding protein 
33
The schematic structure of the p22 phox and Nox4 is shown in panels C and D.
34
Figure S1 
